ABSTRACT Aims/Introduction: Elevation of the branched-chain amino acids (BCAAs), valine, leucine and isoleucine; and the aromatic amino acids, tyrosine and phenylalanine, has been observed in obesity-related insulin resistance. However, there have been few studies on Asians, who are generally less obese and less insulin-resistant than Caucasian or AfricanAmericans. In the present study, we investigated the relationship between homeostasis model assessment of insulin resistance (HOMA-IR) and plasma amino acid concentration in non-diabetic Japanese participants. Materials and Methods: A total of 94 healthy men and women were enrolled, and plasma amino acid concentration was measured by liquid chromatography/mass spectrometry after overnight fasting. The associations between HOMA-IR and 20 amino acid concentrations, and anthropometric and clinical parameters of lifestyle-related diseases were evaluated. Results: The mean age and body mass index were 40.1 -9.6 years and 22.7 -3.9, respectively. Significantly positive correlations were observed between HOMA-IR and valine, isoleucine, leucine, tyrosine, phenylalanine and total BCAA concentration. Compared with the HOMA-IR ≤ 1.6 group, the HOMA-IR > 1.6 group showed significantly exacerbated anthropometric and clinical parameters, and significantly elevated levels of valine, isoleucine, leucine, tyrosine, phenylalanine and BCAA.
INTRODUCTION
Hyperaminoacidemia as a manifestation of the insulin resistance characteristic of obesity was first reported in 1969 1 . Of 20 plasma amino acids measured, the concentrations of valine, leucine, isoleucine, tyrosine and phenylalanine were elevated in obese subjects even after overnight fasting and correlated directly with serum insulin, which diminished after glucose infusion 1 . Since the late 2000s, metabolomic technologies have been applied to diabetes research 2 , and alterations in metabolites, such as amino acids, fatty acids and organic acids, have been shown to be associated with future development of diabetes [3] [4] [5] . Branched-chain amino acids (BCAAs), namely valine, leucine and isoleucine, are among the nine essential amino acids (EAAs), accounting for 35% of the EAAs in muscle proteins and 40% of the preformed amino acids required by mammals Several studies have shown that insulin resistance plays a key role in the underlying mechanism linking obesity with increased circulating concentrations of BCAAs [7] [8] [9] [10] [11] [12] [13] . Insulin is known as a regulator of branched-chain a-keto acid dehydrogenase (BCKDH) complex 14 , a rate-limiting enzyme of BCAA catabolism, which catalyzes the irreversible oxidative decarboxylation of branched-chain a-keto acids generated by reversible transamination of BCAAs by branched-chain aminotransferase (BCAT) 15 . Reduced enzyme activity of BCKDH complex in obesity and/or diabetes has been shown [16] [17] [18] [19] , and suppression of BCAA catabolism by insulin resistance is considered as a plausible etiology of elevated BCAA concentration in obesity. However, although the degree of obesity and insulin resistance might differ among different ethnic groups, there have been few studies on insulin resistance and amino acid profiles in Asian populations. Furthermore, it is unclear whether obesityrelated changes in specific amino acids are also observed in healthy Japanese people with lower body mass index (BMI) than Western people.
In the present study using 94 non-diabetic Japanese men and women, we investigated the relationship between homeostasis model assessment of insulin resistance (HOMA-IR) and plasma amino acid concentration, as well as the anthropometric and clinical parameters of lifestyle-related diseases.
MATERIALS AND METHODS

Participants
Healthy volunteers aged between 20 and 65 years were recruited, and 94 individuals (48 men and 46 women) were enrolled in the present cross-sectional study. The examinations were carried out in February 2013. Written informed consent was obtained from all the participants to use their health records for analysis. The present study was approved by the Ethical Committee of Tokai University, and was carried out in accordance with the Declaration of Helsinki. Data are mean -SD. cGT, c-glutamyl transpeptidase; ALT, alanine aminotransferase; AST, aspartate aminotransferase; BMI, body mass index; BP, blood pressure; HbA1c, glycated hemoglobin; HDL-C, high-density lipoprotein cholesterol; HOMA-IR, homeostasis model assessment of insulin resistance; hsCRP, high-sensitivity C-reactive protein; LDL-C, lowdensity lipoprotein cholesterol. ). Waist circumference was assessed at the end of expiration, measuring the minimum circumference at the level of the umbilicus. Blood pressure (BP) was measured in the sitting position. Visceral and subcutaneous fat area was measured at the level of the umbilicus in the spine position using computed tomography. Bioelectrical impedance analysis (Inbody 720; Biospace Co., Ltd., Tokyo, Japan) was used for evaluating body fat mass, fat-free mass and percentage body fat.
Biochemical Measurements
Fasting serum immunoreactive insulin was measured by chemiluminescent enzyme immunoassay (CLEIA). Glycated hemoglobin (HbA1c) was determined by the latex agglutination immunoassay. HOMA-IR was calculated as: fasting plasma glucose (in mg/dL) 9 insulin (in mU/mL)/405 20 . HOMA-IR ≤ 1.6 was considered as non-insulin-resistant according to the definition of the Japan Diabetes Society
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. Low-density lipoprotein cholesterol (LDL-C) was measured directly, and high-density lipoprotein cholesterol (HDL-C) and triglycerides were determined enzymatically. Leptin was measured by double antibody radioimmunoassay. High molecular adiponectin was measured using the CLEIA method. High-sensitivity C-reactive protein (hsCRP) was measured by turbidimetric immunoassay.
Plasma amino acid concentrations were measured by liquid chromatography/mass spectrometry (LC/MC). Of 39 amino acids measured (taurine, aspartic acid, hydroxyproline, threonine, serine, asparagine, glutamic acid, glutamine, sarcosine, aaminoadipic acid, proline, glycine, alanine, citrulline, a-aminobutyric acid, valine, cysteine, cystathionine, methionine, isoleucine, leucine, tyrosine, phenylalanine, c-amino bhydroxybutyric acid, b-alanine, b-amino-iso-butyric acid, c-aminobutyric acid, monoethanolamine, homocysteine, histidine, 3-methylhistidine, 1-methylhistidine, carnosine, anserine, tryptophan, hydroxylysine, ornithine, lysine, arginine), 20 amino acids were at detectable levels and eligible for analysis. Levels of total amino acid (total AA), non-essential amino acid (NEAA), EAA and BCAA were also obtained and used for analysis.
Statistical Analyses
Data are expressed as mean -SD. SPSS Statistics (version 22.0; SPSS Inc., Chicago, IL, USA) was used for the statistical analyses. Pearson's correlation coefficient was calculated as a Table 2 ).
The correlations between insulin resistance and clinical parameters are shown in Table 3 . The influence of age on HOMA-IR was insignificant. HOMA-IR showed a significantly positive correlation with all the values of anthropometric measurements (bodyweight, BMI, waist circumference, fat-free mass and percentage body fat, visceral and subcutaneous fat area) in both men and women. HOMA-IR was also significantly positively associated with BP in both sexes. Insulin showed a higher correlation with HOMA-IR than fasting glucose. Among lipid parameters, HDL-C and triglycerides, but not LDL-C, were significantly positively correlated with HOMA-IR in men and women. Alanine aminotransferase, which is often used as a surrogate marker for fatty liver, was significantly positively correlated with HOMA-IR in both sexes. There was a significantly negative correlation between adiponectin and HOMA-IR in the whole population and in men. High-sensitivity C-reactive protein was significantly positively correlated with HOMA-IR. Table 4 shows the correlations between HOMA-IR and amino acid levels. There were several amino acids that were significantly positively correlated with HOMA-IR. Most notably, BCAAs (valine, isoleucine and leucine) were positively associated with insulin resistance, although valine in men did not reach statistical significance. Furthermore, tyrosine and phenylalanine, which are aromatic amino acids, were significantly positively correlated with HOMA-IR. Total BCAA was also significantly positively associated with HOMA-IR in both men and women. Correlation diagrams for valine, isoleucine, leucine, tyrosine, phenylalanine and BCAA in the whole population are shown in Figure 1 . We found that isoleucine, leucine, tyrosine, phenylalanine and BCAA showed significantly positive correlations with HOMA-IR (P < 0.05) even after adjusted for BMI. Valine tended to increase as HOMA-IR increased, although its level did not reach statistical significance (P = 0.086) after adjustment for BMI.
Next, we compared clinical characteristics between the HOMA-IR ≤ 1.6 group and HOMA-IR > 1.6 group (Tables 5  and 6 ). Compared with the HOMA-IR ≤ 1.6 group, the HOMA-IR > 1.6 group was significantly higher in weight, BP, fasting glucose and triglycerides. HDL-C and adiponectin were significantly lower, and hsCRP was significantly higher in the HOMA-IR > 1.6 group than in the HOMA-IR ≤ 1.6 group. Among the amino acids measured, valine, isoleucine, leucine, tyrosine, phenylalanine and BCAA were significantly elevated in the HOMA-IR > 1.6 group than in the HOMA-IR ≤ 1.6 group in both sexes.
DISCUSSION
In the present study, the association between HOMA-IR and plasma amino acid concentration was examined in 94 non-diabetic Japanese men and women. We identified that the insulin resistance-related change in amino acid profile was also observed in our participants, and BCAAs (valine, isoleucine and leucine) and aromatic amino acids (tyrosine and phenylalanine) were found to be significantly related to insulin resistance. Pioneering application of metabolomics technologies by Newgard et al. 7 has shown that a cluster of amino acids including BCAAs and aromatic amino acids was strongly associated with obesity-related insulin resistance, followed by several reports supporting the association between insulin resistance and increased circulating concentrations of BCAAs [8] [9] [10] [11] [12] . The degree of obesity and insulin resistance greatly differs among different ethnic groups; Asians are generally less obese and less insulin-resistant than Caucasian or African-Americans. In a study of Americans by Newgard et al. 7 , the average BMI and HOMA-IR were 36.6 and 5.73 in the obese group, and 23.3 and 2.51 in the lean group. The HOMA-IR value of even the lean American subjects with normal BMI exceeds the Japanese criterion for insulin resistance (HOMA-IR ≥ 2.5) 21 , which is comparable with the 97.5 percentile value of the Japanese reference individuals 22 . In the present study, the BMI and HOMA-IR values were 22.7 and 1.12 in the whole population, 21.8 and 0.90 in the HOMA-IR ≤ 1.6 group, and 27.5 and 2.38 in the HOMA-IR > 1.6 group. There is only one Asian study on the insulin resistance-related increase in amino acids using Chinese and Asian-Indian men living in Singapore. The mean BMI and HOMA-IR values for Chinese men were 23.9 and 0.75 for the low HOMA group (below the lower tertile), and 24.5 and 3.02 for the high HOMA group (above the upper tertile) 9 . We have investigated the insulin resistance-related change in amino acid profile in both men and women, whereas Tai et al. only studied in men. Although Tai et al. were the first who reported this phenotype in Asians, they emphasized the need to analyze Chinese and Asian-Indians separately to find the differences among the Asian ethnic groups. Ours is the first report using Japanese men and women, and has a significant role in the development for the studies of diabetes in Asians. Although heterogeneity in ethnicity might contribute to discrepancies in the degree of obesity and insulin resistance, the influence of insulin resistance on amino acids profile in our Japanese study was consistent with that of previous other studies [7] [8] [9] [10] [11] [12] , regardless of ethnic background. Furthermore, the extent of BCAA elevation was 10-20% between the low and high HOMA groups in the present study, comparable with other studies 7, 9 . Currently, suppression of BCAA catabolism by insulin resistance is considered as a plausible etiology of elevated BCAA concentration in obesity. As BCAAs and phenylalanine are EAAs, and cannot be synthesized in the human body, it is highly doubtful whether dietary protein has any impact on their plasma concentration. Although we did not evaluate dietary nutrient intake in the present study, the limited numbers of previous reports showed that increased protein intake was not observed as evidence for higher BCAA levels in obese insulin-resistant subjects 3, 9, 12 . There is another intervention study supporting that BCAAs are uniquely correlated with insulin resistance, where BCAA levels were associated with improvement in insulin resistance with weight loss 11 . We and other investigators examined circulating free BCAAs, not whole-body storage of BCAAs, which are largely present as . Taken together, it is unlikely that circulating BCAAs are dominantly regulated by dietary intake, at least in the steady state.
Contrary to BCAAs, the relationships of other amino acids with insulin resistance remain to be elucidated. The aromatic amino acids, tyrosine and phenylalanine, have been reported to be elevated together with BCAAs in obesity-related insulin resistance [7] [8] [9] [10] 13 , although the reason is not fully discussed in the literature. Phenylalanine is metabolized to catecholamines via tyrosine through a completely different pathway from that of BCAAs. Newgard et al. 7 explained in their report that the aromatic acids, phenylalanine and tyrosine, are elevated in obese subjects compared with lean subjects, because the 'large neutral amino acids' (valine, isoleucine and leucine, tyrosine, phenylalanine and tryptophan) compete for transport into mammalian cells by the large neutral amino acid transporter, assuming that chronic elevations in BCAAs might impair the transport of aromatic amino acids into cells and tissues. Alanine and glutamic acid also appeared to be associated with insulin resistance. A report from the Framingham offspring study showed that alanine and glutamic acid were positively associated with the HOMA index 24 , which was perhaps observed in the present study. Alanine is metabolized to pyruvate and glutamic acid is derived from BCAAs catalyzed by BCAT in hepatic gluconeogenic pathways, suggesting some role in glucose homeostasis.
There were some limitations in the present study. First, the sample size was not large enough for conclusions regarding marginal insignificant P-values. Second, because of the crosssectional nature of the study, the cause-effect relationship of our findings is uncertain. We conjecture that insulin resistance causes alteration of amino acid profile; however, other controversial evidence indicates that increased amino acid levels might cause insulin resistance 7, [25] [26] [27] . Third, we used HOMA-IR as an index of insulin resistance, which reflects the balance between hepatic glucose output and insulin secretion in the basal state and sometimes fails to show a close relationship with whole-body insulin resistance assessed by the hyperinsulinemic-euglycemic clamp technique. HOMA-IR has been validated by the gold standard method including Japanese subjects whose BMI range was close to that of the present study (BMI 22-24) 28, 29 , and therefore we consider it reasonable to use HOMA-IR as an alternative to the glucose clamp in this study. Finally, we simply carried out univariate analysis between HOMA-IR and the clinical parameters. Further investigations are necessary to examine the interrelations and also to elucidate the causal relationships among these factors.
In conclusion, the present study shows that the insulin resistance-related changes in amino acid profile are also observed in non-diabetic Japanese men and women. These amino acids include BCAAs (valine, isoleucine and leucine) and aromatic amino acids (tyrosine and phenylalanine), in agreement with previous studies carried out using different ethnic groups with different degrees of obesity and insulin resistance. Fasting measurement of these amino acids is expected to provide additional information on standard diabetes risk factors.
